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Abstract The measurements of pH profiles in the unstirred
layers (USLs) near planar bilayer lipid membranes (BLM) were
applied for the evaluation of the hydrogen ion fluxes which were
induced by nigericin in the presence of potassium ion gradients. It
was shown that at high concentrations of KCl the increase in the
concentration of citrate buffer caused an anomalous effect,
namely, an increase in the local pH shifts in the USLs. The
hydrogen ion flux rose 50 times upon the increase in the citrate
concentration from 1 mM to 20 mM. Phosphate stimulated the
flux 7 times under these conditions. In agreement with our
previous results, at low KCl concentrations, when the process is
limited by the K+-nigericin interaction, an increase in the buffer
concentration led to a reduction of the local pH shifts, under
these conditions the usual concentration dependence was
observed. The data obtained favor the model implying the
existence of the kinetic barrier for proton transfer at the
membrane-water interface.
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1. Introduction
Proton transfer across membranes attracts much attention
as it is relevant to the mechanism of membrane bioenergetics
based on the vector proton transfer reactions across mem-
branes [1]. Recently, a series of research works have focused
on the mechanism of proton transfer through membrane-
water interfaces [2^12]. Speci¢cally, lateral proton conduction
along the phospholipid monolayer [3,4,13] as well as proton
transfer across planar bilayer lipid membranes (BLM) [5^
9,14,15] and related systems [10^12] were studied. Some of
these studies as well as two recent works on the patches of
purple membranes of Halobacterium halobium [16,17] support
the existence of a kinetic barrier for proton transfer at the
membrane-water interface, while some other works argue
against the existence of such a barrier [6,8,9].
The present work deals with the study of the process of
proton transfer across planar BLM induced by non-electro-
genic cationic carrier nigericin and the action of citrate and
phosphate molecules on it. Previously, the e¡ect of bu¡ers on
this system was studied by measurements of protonophore-
dependent potentials in the absence of local pH gradients in
the unstirred layers (USLs) [18]. pH gradients were removed
by the addition of sodium acetate on one side of the BLM. It
was shown that several bu¡er compounds (MES, phosphate,
citrate) increased the rate of proton transfer across the inter-
face, citrate being the most e⁄cient. In the present study the
pH shifts in the USLs were measured directly by means of pH
microelectrodes according to [19]. A goal of the present work
was to study the catalyzing e¡ect of citrate in the presence of
local pH changes in the USLs. Conditions were found where
the £ux stimulating e¡ect of citrate was so high that it caused
a increase in the pH change in the USLs. In other words, the
catalyzing action of citrate predominated under these condi-
tions over the usual bu¡er e¡ect which led to the diminishing
of local pH gradients in the USLs.
2. Materials and methods
The BLMs were formed by a conventional method [20] on a hole,
0.4 mm in diameter, in the center of a PTFE diaphragm dividing a
chamber into two compartments. The membrane forming solutions,
unless otherwise stated, contained 20 mg azolectin from soybeans
(phosphatidylcholine type II-S, Sigma) in 1 ml of n-decane (Merck).
The bathing solutions were agitated with magnetic bars at the same
velocity in all experiments.
Nigericin-mediated hydrogen ion £ux brought about pH gradients
within the USLs near BLM which were measured by means of a glass-
insulated tip-sensitive antimony microelectrode according to [19] with
small modi¢cations. The sensor was driven perpendicular to the sur-
face of the BLM through the open space in the rear part of the cell.
The process of BLM formation and pH microelectrode movements
were observed through the transparent window in the front side of the
cell. A smooth approach of the microelectrode to the membrane is
carried out using a hydraulic system attached to the reversible drive.
Voltages were recorded by microprocessor ionalyzer/901 (Orion Re-
search) connected to a computer through an interface card.
3. Results
Fig. 1 shows pH pro¢les in the USLs near BLM induced by
the di¡erence in KCl concentration (190 mM and 100 mM, cis
and trans sides, respectively) in the presence of 0.9 mM niger-
icin in the membrane-forming solution. Pro¢les were meas-
ured at 1 mM (curves 1, 2) and 10 mM (curves 3, 4) citrate;
at the cis (curves 1, 3) and trans (curves 2, 4) sides of the
BLM. The pro¢les measured at 10 mM citrate have higher
amplitudes compared to 1 mM bu¡er. This result shows that
the action of citrate on the transmembrane £ux predominates
over the usual action of the bu¡er, namely the decrease in the
local pH shifts in the USLs.
It is worth noting that the e¡ect of citrate depended on the
lipid composition in our experiments. In the case of diphyta-
noyl phosphatidylcholine the pH shifts in the USLs were al-
most independent of the citrate concentration and their am-
plitudes were on average 0.063 pH at each side. Accordingly,
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the average £ux stimulation was 9.5-fold upon increasing the
citrate concentration from 1 to 10 mM.
The dependence of the amplitude of the pH shift on the
citrate bu¡er concentration is shown in Fig. 2. The e¡ect has
S-type concentration dependence, rising with the increase in
the citrate concentration. The values of transmembrane hy-
drogen ion £uxes were calculated from the pH pro¢les accord-
ing to [21] and are presented in the inset in Fig. 2. The rise of
the citrate concentration from 1 mM to 20 mM led to a 50-
fold increase in the £ux. The stimulating e¡ect of phosphate
was 7-fold under these conditions and the values of pH shifts
were lower at high phosphate concentrations than at low con-
centrations.
At low KCl concentrations, the increase in the concentra-
tion of the citrate bu¡er led to a decrease in the pH shifts. Fig.
3 illustrates the pH pro¢les at the trans side of BLM at 10
mM (cis) and 1 mM (trans) KCl.
4. Discussion
As was mentioned above, previously the study of the cata-
lytic e¡ect of bu¡ers on nigericin-mediated £uxes required the
presence of a gradient of lithium acetate to diminish the
change of the hydrogen ion £ux due to the alteration of pH
shifts in the USLs upon increasing the bu¡er concentration
[18]. In the present work conditions were found where citrate
increases the pH gradient in the USLs (and the transmem-
brane pH gradient as well). Thus, the e¡ect of citrate on the
stimulation of the transmembrane hydrogen ion £ux cannot
be attributed to the decrease of the pH gradient on the BLM
as can be assumed in the case of low KCl concentrations. The
di¡erence in the e¡ect of citrate at high and low KCl concen-
trations (Fig. 3) can be explained by the change of the rate-
limiting step of the total process of the K/H exchange.
Namely, at low KCl concentrations the reaction of potassium
ions with the acid form of nigericin becomes the rate-limiting
step while at high KCl concentrations proton transfer reac-
tions determine the total transport process.
Considering the action of citrate on the nigericin-mediated
hydrogen ion £ux (Fig. 1), two di¡erent cases should be taken
into account. (i) Citrate molecules interact directly with niger-
icin, accelerate the proton transfer and consequently the rate
of nigericin turnover. (ii) There is an additional stage of pro-
ton transfer from nigericin to surface proton-binding sites of
phospholipids [5,22]. Citrate catalyzes the proton transfer
from these binding sites. This is possible in the case of the
existence of a kinetic barrier for the proton transfer at the
membrane-water interface.
The second case is supported by the following observations.
(i) As was shown in our previous work [5], nigericin induces
the formation of a di¡erence in the boundary potentials on
bilayers containing anionic phospholipids which implies the
appearance of a transmembrane gradient of hydrogen ions
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Fig. 1. pH pro¢les in the cis unstirred layer (left, 190 mM KCl)
side and trans (right, 100 mM KCl) unstirred layer near the BLM.
Citrate concentration was 1 mM (curves 1, 2) and 10 mM (curves
3, 4). The solution was: 1 (10) mM citrate, 100 mM choline chlo-
ride, pH 6.5. Nigericin concentration in the membrane-forming solu-
tion was 0.9 mM.
Fig. 2. The e¡ect of citrate concentration on the amplitude of the
trans pH pro¢le near the BLM. The conditions were as in Fig. 1.
Inset: H £uxes were plotted instead of the amplitudes of pH pro-
¢les.
Fig. 3. pH pro¢les in the trans unstirred layer near the BLM meas-
ured at low KCl concentration (10 mM cis and 1 mM trans). Cit-
rate concentration was 1 mM (curve 1) and 10 mM (curve 2). The
solution was: 1 (10) mM citrate, 100 mM choline chloride, pH 6.5.
Nigericin concentration in the membrane-forming solution was 0.04
mM.
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closely associated with the negatively charged membrane sur-
face. (ii) The value of the stimulating e¡ect of the bu¡er also
depends on the phospholipid composition.
Thus, the present work introduced a new experimental ap-
proach showing the large £ux-stimulating e¡ect of citrate on
nigericin-mediated proton transport. The system studied sup-
ports the existence of a kinetic barrier for proton transfer at
the membrane surface which can be reduced upon increasing
the citrate concentration. This barrier controls the transmem-
brane hydrogen ion £ux not only in the absence of a pH
gradient on the BLM, but in the presence of the gradient as
well.
Acknowledgements: The authors are grateful to O. Kovbasnjuk for
helpful discussions. The work was partially supported by the Russian
Fund for Basic Research, Grant 96-04-49882.
References
[1] Mitchell, P. (1966) Biol. Rev. 41, 445^502.
[2] Haines, T.H. (1983) Proc. Natl. Acad. Sci. USA 80, 160^164.
[3] Teissie, J., Gabriel, B. and Prats, M. (1993) Trends Biochem. Sci.
18, 243^246.
[4] Morgan, H., Taylor, D.M. and Oliveira, O.N. (1991) Biochim.
Biophys. Acta 1062, 149^156.
[5] Antonenko, Y.N., Kovbasnjuk, O.N. and Yaguzhinsky, L.S.
(1993) Biochim. Biophys. Acta 1150, 45^50.
[6] Gutman, M. and Nachliel, E. (1995) Biochim. Biophys. Acta
1231, 123^137.
[7] Gutman, M., Nachliel, E., Bamberg, E. and Christensen, B.
(1987) Biochim. Biophys. Acta 905, 390^398.
[8] Kasianowicz, J., Benz, R. and Mclaughlin, S. (1987) J. Membr.
Biol. 95, 73^89.
[9] Kasianowicz, J.J. and Bezrukov, S.M. (1995) Biophys. J. 69, 94^
105.
[10] Drachev, L.A., Kaulen, A.D. and Skulachev, V.P. (1984) FEBS
Lett. 178, 331^335.
[11] Tu, C., Paranawithana, S.R., Jewell, D.A., Tanhauser, S.M.,
LoGrasso, P.V., Wynns, G.G., Laipis, P.S. and Siverman, D.N.
(1990) Biochemistry 29, 6400^6405.
[12] Gutman, M., Nachliel, E. and Gershon, E. (1985) Biochemistry
24, 2937^2941.
[13] Gabriel, B. and Teissie, J. (1996) Proc. Natl. Acad. Sci. USA 93,
14521^14525.
[14] Prabhananda, B.S. and Kombraball, M.H. (1996) Biophys. J. 71,
3091^3097.
[15] Decker, E.R. and Levitt, D.G. (1988) Biophys. J. 53, 25^32.
[16] Alexiev, U., Mollaaghababa, R., Scherrer, P., Khorana, H.G.
and Heyn, M.P. (1995) Proc. Natl. Acad. Sci. USA 92, 372^376.
[17] Heberle, J., Riesle, J., Thiedemann, G., Oesterhelt, D. and
Dencher, N.A. (1994) Nature 370, 379^382.
[18] Kovbasnjuk, O.N., Antonenko, Y.N. and Yaguzhinsky, L.S.
(1991) FEBS Lett. 289, 176^178.
[19] Antonenko, Y.N. and Bulychev, A.A. (1991) Biochim. Biophys.
Acta 1070, 279^282.
[20] Mueller, P., Rudin, D.O., Tien, H.T. and Wescott, W.C. (1963)
J. Phys. Chem. 67, 534^535.
[21] Evtodienko, V.Y., Kovbasnjuk, O.N., Antonenko, Y.N. and Ya-
guzhinsky, L.S. (1996) Biochim. Biophys. Acta 1281, 245^251.
[22] Aponin, Y.M., Antonenko, Y.N., Aponina, E.A., Kovbasnjuk,
O.N. and Yaguzhinsky, L.S. (1996) Biol. Membr. 13, 258^270.
FEBS 20000 27-3-98
V.Yu. Evtodienko et al./FEBS Letters 425 (1998) 222^224224
